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HEAT SHOCK PROTEIN COMPLEXES 
BACKGROUND OF THE INVENTION 

5 

Field of the Invention 

The present invention relates generally to methods for purifying and 
synthesizing heat shock protein complexes. 

Description of the Prior Art 



Heat shock proteins (HSPs) are associated in cells with a broad spectrum of 
peptides, polypeptides, denatured proteins and antigens with which they form 
15 complexes. Such HSP-peptide complexes have been described as being useful in 
vaccines against cancers and infectious diseases by Srivastava et al., "Heat shock 
protein-peptide complexes in cancer immunotherapy" in Current Opinion in 
Immunology (1994), 6:728-732; Srivastava, "Peptide-Binding Heat Shock Proteins in 
the Endoplasmic Reticulum" in Advances in Cancer Research (1993), 62:153-177. 

20 The HSP-peptide complexes appear to work as vaccines, because they may function as 
antigen carrying and presentation molecules. The development of vaccines using such 
antigens has been described by Baltz, "Vaccines in the treatment of Cancer" in Am. J. 
Health-Syst, Pharm. (1995), 52:2574-2585. The antigenicity of heat shock proteins 
appears to derive not from the heat shock protein itself, but from the associated 

25 peptides, see Udono et al., "Heat Shock Protein 70-associated Peptides Elicit Specific 
Cancer Immunity" in J. Exp. Med. (1993), 178:1391-1396; Srivastava et al., "Heat 
shock proteins transfer peptides during antigen processing and CTL priming" in 
Immunogenetics (1994), 39:93-98; Srivastava, "A Critical Contemplation on the Roles 
of Heat Shock Proteins in Transfer of Antigenic Peptides During Antigen 

30 Presentation" in Behring Inst. Mitt. (1994), 94:37-47. HSPs appear to be part of the 
process by which peptides are transported to the Major Histocompatibility Complex 
(MHC) molecules for surface presentation. 
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A number of different HSPs have been shown to exhibit irnmunogenicity 
including: gp96, hsp90 and hsp70, see Udono et ai, supra, and Udono et al., 
"Comparison of Tumor-Specific Immunogenicities of Stress-Induced Proteins gp96, 
5 hsp90, and hsp 70" in Journal of Immunology (1994), 5398-5403; gp96 and grp94, Li 
et aL 9 "Tumor rejection antigen gp96/grp94 is an ATPase: implications for protein 
folding and antigen presentation" in The EMBO Journal, Vol. 12, No. 8 (1 993), 3 143- 
3151; and gp96, hsp90 and hsp70> Blachere et al. 9 "Heat Shock Protein Vaccines 
Against Cancer" in Journal Of Immunotherapy (1993), 14:352-356. 

10 

Heat shock proteins have been purified using a procedure employing DE52 
ion-exchange chromatography followed by affinity chromatography on ATP-agarose, 
see Welch et aL t "Rapid Purification of Mammalian 70,000-Dalton Stress Proteins: 
Affinity of the Proteins for Nucleotides" in Molecular and Cellular Biology (June 
15 1985), 1229-1237. However, previous methods of purifying HSPs such as this one 
purify the heat shock proteins without the associated peptides. Other methods that do 
purify HSPs together with their associated peptides are complicated and expensive. 



20 

SUMMARY OF THE INVENTION 

Therefore, it is an object of the invention to provide a simple and inexpensive 
method for purifying heat shock proteins together with their associated peptides, 
25 polypeptides, denatured proteins or antigens from cell lysates. 

It is a further object of the invention to provide a method for synthesizing heat 
shock protein complexes that is capable of forming these complexes from heat shock 
proteins and peptides, polypeptides, denatured proteins or antigens from different cells 
30 and from different species. 
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The present invention provides a method for purifying heat shock protein 
complexes comprising the steps of adding a solution containing heat shock protein 
complexes, in which heat shock proteins are associated with peptides, polypeptides, 
denatured proteins or antigens, to a column containing an ADP matrix to bind the heat 
5 shock proteins complexes to the ADP matrix and then adding a buffer containing ADP 
to the column remove the heat shock protein complexes in an elution product. 

The present invention also provides a method for synthesizing heat shock 
protein complexes and purifying the complexes so produced by adding heat shock 
10 proteins to an ADP matrix column to bind them to the matrix, adding a solution of 
peptides, polypeptides, denatured proteins or antigens to the column to bind them to 
the heat shock proteins as heat shock protein complexes and then adding a buffer 
containing ADP to the column to remove the complexes in an elution product. 

15 

BRIEF DESCRIPTION OF THE DRAWINGS 

Figure 1 is a drawing of a western blot of fractions taken from a purification 
20 using the ADP puri fication matrix ; 

Figure 2 is a plot of HPLC data of material treated with NaCl after being 
purified by the method of the invention and filtered through a 20,000 molecular 
weight cut-off filter; and 

25 

Figure 3 is a plot of HPLC data of material treated with ATP after being 
purified by the method of the invention and filtered through a 20,000 molecular 
weight cut-off filter. 

30 
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DETAILED DESCRIPTION OF THE PREFERRED EMBODIMENT 

In one preferred embodiment, the present invention provides a method for 
isolating heat shock protein complexes from a solution containing heat shock proteins 
5 using an ADP matrix. Each of the heat shock protein complexes consists of a heat 
shock protein (HSP) that is bound tightly to an incomplete protein in a cell. 

According to the method of the invention, solutions containing these HSP 
complexes are added to a conventional column, such as an agarose gel column, to 
10 which ADP has been added to form an ADP matrix/Suitable ADP-agarose columns 
include those described in U.S Patent Nos. 5,114,852; 5,268,465; 5132,407; and 
5,541,095, the entire contents and disclosures of which are hereby incorporated by 
reference. ADP has a strong affinity for the HSP complexes and unlike ATP, does not 
break down the HSP complexes when it binds to them. 

15 

Typically the solution from which the heat shock protein complexes are 
purified is a cell lysate from a tumor in which the HSPs are already present. However, 
the invention contemplates that the solution containing HSP complexes to be purified 
may be produced by mixing an already purified heat shock protein with a cell lysate, a 

20 membrane isolate (materials isolated from a cell membrane) or a protease treated cell 
lysate containing peptides, polypeptides, denatured proteins to produce a solution of 
HSP complexes. For the purposes of the present invention the term "peptides" refers 
to all peptides and polypeptides including denatured proteins, and recombinant or 
otherwise purified tumor or infectious disease antigens that may be associated with 

25 heat shock proteins, either naturally or synthetically. 

In order to increase the number of heat shock proteins in the solution added to 
the ADP matrix column, the solution may be incubated at a temperature of 37 to 50°C. 
and additional ADP may be added to the solution prior to adding it to the column. If 
30 the HSP complex solution is a cell lysate, additional HSPs may be added to the lysate 
to form additional complexes. 
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A buffer solution containing ADP is added to the column to elute the HSP 
complexes from the ADP matrix as an elution product containing the HSP complexes. 
In addition to ADP, this buffer solution may also contain small amounts of 
5 components such as sodium chloride that aid in the removal of the complexes from the 
ADP matrix. 

In order to produce a more purified elution product, after the HSP complexes 
have been bound to the ADP matrix, a purifying buffer solution may be added to the 
10 column to elute other proteins loosely bound to the matrix. This purifying buffer 
solution preferably contains GTP or another non-adenosine containing nucleotide 

The method of the invention takes advantage of the fact that HSPs are 
associated with peptides inside the cell. This purification method maintains the HSP- 
15 peptide association necessary to develop vaccines or immunotherapeutic tools for 
tumors and for infectious diseases since HSPs have not been shown to be helpful as 
antigens without the associated peptides. 

In another embodiment the invention provides a method for synthesizing HSP 
20 complexes and purifying the complexes so produced. In this method, purified HSPs 
are bound to an ADP matrix column. Then a preparation of peptides, polypeptides, 
denatured proteins and/or antigens is added to an ADP matrix column to bind to the 
HSPs in the matrix. The method then proceeds similarly to the first embodiment of the 
invention. A buffer solution containing ADP is added to the column to elute the HSP 
25 complexes from the ADP matrix as an elution product containing the HSP complexes. 
This buffer solution may contain small amounts of components such as sodium 
chloride that aid in the removal of the complexes from the ADP matrix. 

As with the first embodiment of the invention, a purifying buffer solution 
30 containing GTP or another non-adenosihe containing nucleotide may be added to the 
column to elute other proteins loosely bound to the matrix. 



5 




WO 98/12208 PCT/US97/16937 

This second embodiment permits HSP complexes to be formed from HSPs and 
peptides, denatured proteins or antigens from different cells or even different species. 

5 Although there are many heat shock proteins that may be used in the method of 

the present invention, heat shock proteins that have proven particularly useful include 
members of the hsp60 family, hsp70 family, hsp90 family and the hspl04-105 family. 

Members of the hsp60 family include hsp60, hsp65, rubisco binding protein, 
10 and TCP-1 in eukaryotes; and GroEl/GroES in prokaryotes; Mif4, and TCP 1 alpha and 
beta in yeast. 

Members of the hsp70 family include DnaK proteins from prokaryotes, Ssa, 
Ssb, and Ssc from yeast, hsp70, Grp75 and Grp78(Bip) from eukaryotes. Figure 1 is a 
15 drawing of a western blot of fractions taken from a purification using the method of 
the invention. The elution was started at fraction #10 and hsp70 protein appears in 
fraction #14. 

Members of the hsp90 family include hsp90, g96 and grp94. 

20 

Members of the hspl04-105 family include hsplOS and hspl 10. 

The HSP/peptide complexes are eluted from the matrix using an ADP 
containing buffer. It also helps HSPs to be added to peptide mixtures and the 
25 complexes for use as a vaccine. 

The invention will now be described by way of example. The following 
examples are illustrative and are not meant to limit the scope of the invention which is 
set forth by the appointed claims. 

30 
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EXAMPLE 1 

A confluent T-75 of B16-F1 mouse melanoma cells was rinsed 3x with PBS. 1 
ml of PBS was added and the cells were scraped to create a suspension. The 
5 suspension was spun for 5 minutes at lOOOipm to pellet the cells. The supernatant was 
removed and the cells resuspended in 1.5 ml of a hypotonic buffer (30mM NaHC0 3 , 
pH 7.1). The suspension was transferred to a glass tube and the ceils were lysed with a 
Teflon® pestle and power drill. The lysate was transferred to a microcentrifuge tube 
and spun at high speed to pellet the undissolved fraction. Total protein of the lysate 

10 was determined using the Bradford method. Solution containing lOOjxg of total protein 
was brought up to 300jil total volume with the addition of Phosphate buffer (0.1M 
KH 2 P0 4 , 10 mM NaCl, ImM EDTA, pH 7.2) and the solution was added to a 5 ml 
ADP-agarose column (linked through C-8, Sigma Chemical Co.) and allowed to run 
into the column with 5 ml of Phosphate buffer and then buffer B (20mM TRIS, 20mM 

15 NaCl, 15 mM EDTA, 15mM Beta-mercaptoethanol, pH 7.5) with 60mM ADP was 
added at the start of fraction 10 to elute the complexes. After completion of the run, 
50^1 of each fraction was run onto a 7.5% SDS PAGE gel, transferred to 
nitrocellulose, probed with an antibody for the inducible and constitutive hsp70 (N27, 
Stressgen Biotechnologies), and then a secondary alkaline phosphate linked antibody. 

20 A blot was developed in a buffer containing BCTP and NBT. A drawing of this plot is 
shown in Figure 1 . 
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EXAMPLE 2 



PC-3 lysate was run over a agarose column containing an ADP matrix 
according the method of the invention. The HSP containing fraction was then eluted 

5 with ADP. The eluted fraction containing HSPs was filtered using a 20,000 molecular 
weight cut-off (MWC) filter and several rinses of buffer A (25mMTris, 20mM Hepes, 
47.5mM KC1, and 2.25mM Mg(OAc)2, pH 7.2) were applied. The sample was split 
into two microcentrifuge tubes and either ATP (to lOmM) or NaCl (to ImM) was 
added. The tubes were then incubated overnight at 37°C. Each solution was then spun 

10 through a 20,O0OMWC filter and the filtered material was applied to an HPLC 
column. The HPLG was accomplished using a CI 8 reverse phase column (Vydac, 
201TB54). The starting buffer was 0.1% TFA in dH 2 0 and the material was eluted 
using a gradient of 0.1% TFA in ACN. Figure 2 shows HPLC data for the material 
treated with NaCl after being purified with the ADP matrix and filtered through the 

15 20,000 molecular weight cut-off filter. Figure 3 shows the HPLC data for the material 
treated with ATP after being purified with the ADP matrix and filtered through the 
20,000 molecular weight cut-off filter. The HPLC data in Figures 2 and 3 is consistent 
with the data for hsp70 described in Udono et aL, 4t Heat Shock Protein 70-associated 
Peptides Elicit Specific Cancer Immunity" in J. Exp. Med. (1993), 178:1391-1396. 



Although the present invention has been fully described in conjunction with 
the preferred embodiment thereof with reference to the accompanying drawings, it is 
to be understood that various changes and modifications may be apparent to those 
skilled in the art. Such changes and modifications are to be understood as included 
25 within the scope of the present invention as defined by the appended claims, unless 
they depart therefrom. 



20 



8 





WO 98/12208 



PCT/US97/16937 



WffAT IS CLAIMED 



1. 



A method for purifying heat shock protein complexes comprising the 



steps of: 



adding a heat shock protein complex comprising a heat shock protein 



associated with at least one member of the group consisting of peptides, 



polypeptides, denatured proteins and antigens associated therewith to ADP 
matrix column containing an ADP matrix to bind the heat shock protein 
complexes to the ADP matrix; and 

adding a buffer containing ADP to the column to remove the heat 
shock protein complexes in an elution product. 

2. The method of claim 1 further comprising the step of adding a purifying buffer 
solution comprising at least one member of the group consisting of GTP and a non- 
adenosine containing nucleotides to the ADP matrix column to elute proteins that are 
loosely bound with the ADP matrix column. 

3. The method of claim 1 wherein the solution containing heat shock protein 
complexes comprises a cell lysate. 

4. The method of claim 1 further comprising the step of incubating the solution 
containing heat shock protein complexes at a temperature of 37 to 50°C. prior to 
adding the solution to the column to induce heat shock proteins present in the solution 
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to bind to peptides, polypeptides, denatured proteins and antigens present in the 
solution to form heat shock protein complexes. 

5. The method of claim 1 further comprising the step of adding ADP to the 
solution containing heat shock protein complexes prior to adding the solution to the 
column to induce heat shock proteins present in the solution to bind to peptides, 
polypeptides, denatured proteins and antigens present in the solution to form heat 
shock protein complexes. 

6. The method of claim 1 further comprising the step of adding a buffer solution 
containing GTP to the column to elute proteins other than heat shock proteins that are 
loosely bound to the matrix. 

7. The method of claim 1 further comprising adding purified heat shock proteins 
to the solution containing heat shock proteins prior to adding the solution to the 
column. 

8. The method of claim 1 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
hsp60, hsp65, rubisco binding protein and TCP-1 from eukaryotes; GroEL/GroES, 
Mif4, TCPalpha and TCPbeta from yeast. 
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9. The method of claim 1 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises of one of the group consisting of 
hspl04, hspl05 and hspllO. 

10. The method of claim 1 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
DnaK proteins from prokaryotes; Ssa, Ssb, and Ssc from yeast; hsp70, Grp75 and 
Grp78(Bip) from eukaryotes. 

11. The method of claim 1 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
hsp90, g96 and grp94. 

12. The method of claim 1 further comprising the step of producing the heat shock 
protein complex by mixing a heat shock protein with a complexing agent selected 
from the group consisting of peptides, polypeptides, denatured proteins and antigens. 

13. A method for synthesizing heat shock protein complexes comprising 
the steps of: 

adding a heat shock protein to an ADP matrix column to bind the heat 
shock protein; 1 

adding a complexing solution comprising a complexing agent selected 
from the group consisting of peptides, polypeptides, denatured proteins and 
antigens to the column to form a heat shock protein complex with the heat 
shock protein bound to the ADP matrix column; and 

11 
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adding a buffer containing ADP to the column to remove the heat 
shock protein complex in an elution product. 

14. The method of claim 13 further comprising the step of adding a purifying 
buffer solution comprising at least one of the group consisting of GTP and a non- 
adenosine containing nucleotide to the column to elute proteins that are loosely bound 
with the ADP matrix column. 

1 5 . The method of claim 1 3 wherein the complexing solution comprises a peptide 
mixture selected from the group consisting of cell lysates, membrane isolates, and 
protease treated cell lysates. 

1 6. The method of claim 1 3 further comprising the step of incubating the solution 
containing heat shock protein complexes at a temperature of 37 to 50°C. prior to 
adding the solution to the column to induce heat shock proteins present in the solution 
to bind to peptides, polypeptides, denatured proteins and antigens present in the 
solution to form heat shock protein complexes, 

17. The method of claim 1 3 further comprising the step of adding ADP to the 
solution containing heat shock protein complexes prior to adding the solution to the 
column to induce heat shock proteins present in the solution to bind to peptides, 
polypeptides, denatured proteins and antigens present in the solution to form heat 
shock protein complexes. 
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18. The method of claim 1 3 further comprising the step of adding a buffer solution 
containing GTP to the column to elute proteins other than heat shock proteins that are 
loosely bound to the matrix. 

19. The method of claim 13 further comprising adding purified heat shock proteins 
to the solution containing heat shock proteins prior to adding the solution to the 
column. 

20. The method of claim 13 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
hsp60, hsp65, rubisco binding protein and TCP-1 from eukaryotes; GroEL/GroES, 
Mif4, TCPalpha and TCPbeta from yeast. 

21. The method of claim 13 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises of one of the group consisting of 
hspl04, hsplOS and hspllO, 

22. The method of claim 1 3 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
DnaK proteins from prokaryotes; Ssa, Ssb, and Ssc from yeast; hsp70, Grp75 and 
Grp78(Bip) from eukaryotes. 
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23. The method of claim 13 wherein the heat shock protein complexes include 
complexes in which the heat shock protein comprises one of the group consisting of 
hsp90, g96 and grp94. 

24. An ADP-heat shock protein-peptide complex in substantially purified form. 

25. The ADP-heat shock protein-peptide complex of claim 24, wherein said heat 
shock protein comprises one of the group consisting of hsp60, hsp65, rubisco binding 
protein and TCP-1 from eukaryotes; GroEL/GroES, Mif4, TCPalpha and TCPbeta 
from yeast. 

26. The ADP-heat shock protein-peptide complex of claim 24, wherein said heat 
shock protein comprises one of the group consisting of hspl04, hspl05 and hspl 10. 

27. The ADP-heat shock protein-peptide complex of claim 24, wherein said heat 
shock protein comprises one of the group consisting of DnaK proteins from 
prokaryotes; Ssa, Ssb, and Ssc from yeast; hsp70, Grp75 and Grp78(Bip) from 
eukaryotes. 

28. The ADP-heat shock protein-peptide complex of claim 24, wherein said heat 
shock protein comprises one of the group consisting of hsp90, g96 and grp94. 

29. The ADP-heat shock protein-peptide complex of claim 24, wherein said 
peptide comprises one of the group consisting of polypeptides and proteins. 

14 
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30. The ADP-heat shock protein-peptide complex of claim 24, wherein said ADP- 
heat shock protein-peptide complex comprises a synthetic heat shock protein-peptide 
complex. 

31 . The ADP-heat shock protein-peptide complex of claim 30, wherein said 
synthetic heat shock protein-peptide complex comprises a heat shock protein from one 
cell and a peptide from a second cell of the same individual. 

32. The ADP-heat shock protein-peptide complex of claim 30, wherein said 
synthetic heat shock protein-peptide complex comprises a heat shock protein from one 
individual and a peptide from a second individual. 

33. The ADP-heat shock protein-peptide complex of claim 30, wherein said 
synthetic heat shock protein-peptide complex comprises a heat shock protein from one 
organism and a peptide from a second organism. 

34. The ADP-heat shock protein-peptide complex of claim 30, wherein said 
synthetic heat shock protein-peptide complex comprises a heat shock protein from one 
species and a peptide from a second species. 

35. The ADP-heat shock protein-peptide complex of claim 24, wherein the ADP- 
heat shock protein-peptide complex is purified by the steps of: 
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adding a heat shock protein complex comprising a heat shock protein 
associated with at least one member of the group consisting of peptides, 
polypeptides, denatured proteins and antigens associated therewith to ADP 
matrix column containing an ADP matrix to bind the heat shock protein 



complexes to the ADP matrix; and 



adding a buffer containing ADP to the column to remove the heat 
shock protein complexes in an elution product. 

36. The ADP-heat shock protein-peptide complex of claim 24, wherein said ADP- 
heat shock protein-peptide complex is synthesized by the steps of: 

adding a heat shock protein to an ADP matrix column to bind the heat 
shock protein; 

adding a complexing solution comprising a complexing agent selected 
from the group consisting of peptides, polypeptides, denatured proteins and 
antigens to the column to form a heat shock protein complex with the heat 
shock protein bound to the ADP matrix column; and 

adding a buffer containing ADP to the column to remove the heat 
shock protein complex in an elution product. 



WO 98/12208 



PCT/US97/16937 



It. - " 



3>- i 

4* . » 

-\#.*«> 
•« 2 . * m a 
. * 

. 141 

4 fe. <«/.«, 

■«7 . « * * 

f i«n *m « jet hp 



2/3 



# • 

WO 98/12208 PCT/US97/16937 






3/3 



# * 



INTERNATIONAL SEARCH REPORT 


International application No. 




PCT/US97/16937 


A. CLASSIFICATION OF SUBJECT MATTER 




IPC(6) : C07K 1/16, 1/18, 1/22, 5/00 




US CL :53Q/350, 412, 416, 417 




According to International Patent Classification (IPC) or to both national classification and IPC 


a FIELDS SEARCHED 


Minimum documentation searched (classification system followed by classification symbols) 


U.S. : 530/350, 412, 416, 417 




Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
APS, DIALOG (MEDLINE, EMBASE, BIOSIS) 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 


Citation of document, with indication, where appropriate, of the relevant passages 


Relevant to claim No. 


A 


MINAMI et ah Regulation of the Heat-shock Protein 70 Reaction 
Cycle by the Mammalian DnaJ Homolog, HSP40. The Journal of 
Biological Chemistry. 09 August 1996. Vol. 271. No. 32. pages 
19617-19624, see entire document. 


1-36 


A 


GREENE et al. Effect of Nucleotide on the Binding of Peptides to 
70-kDa Heat Shock Protein. The Journal of Biological Chemistry. 17 
February 1995. Vol 270. No. 7. pages 2967-2973, see entire 
document. 


1-36 


A 


HA et al. ATPase Kinetics of Recombinant Bovine 70 kDa Heat 
Shock Cognate Protein and Its Amino-Terminal ATPase Domain. 
Biochemistry. 1994. Vol 33. pages 14625-14635, see entire 
document. 


1-36 



[ j Further documents are listed in the continuation of Box C. ["""] See patent family annex: 



Special categories of cited documents: 

document defining the general state of ih« an which is not considered 
to be of particular relevance 

earlier document published on or efter the interned on* I filing date 

document which may throw doubts on priority eiaim(t) or which is 
cited to establish the publication data of another citation or other 
l (as specified) 



leler document published after the international Tiling date or priority 
date and not in conflict with the application but cited to understand 
the principle or theory underlying the invention 

the claimed invention cannot be 
to involve an inventive step 



t of 

considered novel or cannot be 
when the document is taken alone 



document referring, to an oral disclosure, use. exhibition or other 



nent published prior to the international filing date but later titan 
the priority date claimed 



document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

document member of the tame patent family 



Date of the actual completion of the international search 
18 NOVEMBER 1997 



Date of mailing of the international search report 



^2 OEC t997 , 



Name and mailing address of the ISA/US 
Commissioner of Patents and Trademarks 
Box PCT 

Washington, D.C 20231. 
Facsimile No. (703) 305-3230 



Aulhori; 
JOHN 

Telephone No. (703) 308-0196 



Form PCT/lSA/210 (second sheet)(July 1992)* 



PCT 



WORLD INTELLECTUAL PROPERTY ORGANIZATION 
International Bureau 




INTERNATIONAL APPLICATION PUBLISHED UNDER THE PATENT COOPERATION TREATY (PCT) 



(51) International Patent Classification 6 : 

A61K 39/002, 39/02, 39/118, 39/12, 
39/295, C07K 17/00 



(21) International Application Number: PCT/US95/0331 1 

(22) International Filing Date: 16 March 1995 (16.03.95) 



(30) Priority Data: 
210,421 



(71) Applicant (for all designated States except US): MOUNT 
SINAI SCHOOL OF MEDICINE OF THE CITY UNIVER- 
SITY OF NEW YORK [US/US); One Gustave L. Levy 
Place, New York, NY 10029 (US). 

(72) Inventors; and wri . 
(75) Inventors/Applicants (for US only)i SRIVASTAVA, Pramod, 

K. [IN/US]; Apartment 3E, 27 East 49th Street, New York, 
NY 10128 (US). UDONO, Heiichiro [JP/JP]; 1-2-RF303 
Tsushima-Naka, Okayma 700 (JP). BLACHERE, Nathalie, 
E. [US/US); Apartment 18D, 510 East 86th Street, New 
York, NY 10028 (US). 



A3 



(11) International Publication Number: WO 95/24923 

(43) International Publication Date: 21 September 1995 (21.09.95) 



16 March 1994(16.03.94) 



US 



(60) Parent Application or Grant 

(63) Related by Continuation 
US 

Filed on 



08/210,421 (CIP) 
16 March 1994 (16.03.94) 



(74) Agent: MISROCK, S. Leslie; Pennie & Edmonds. 1155 Ave. 
of the Americas, New York, NY 10036 (US). 



(81) Designated States: AU, CA, JP, US, European patent (AT, BE, 
CH, DE, DK, ES, FR, GB, GR, IE. IT, LU, MC, NL, PT, 
SE). 



Published 

With international search report. 
Before the expiration of the time limit for amending the\ 
claims and to be republished in the event of the receipt of\ 
amendments. 1 

(88) Date of publication of the international search report: 
V 12 October 1995 (12.10.95) I 



(54) Title: STRESS PROTEIN-PEPTTDE COMPLEXES AS PROPHYLACTIC AND THERAPEUTIC VACCINES AGAINST INTRA- 
CELLULAR PATHOGENS 

(57) Abstract 

Disclosed is a family of vaccines that contain stress protein-peptide complexes which when administered to a mammal are ^operative 
to init^™e mamm/a cytotoxic T cell response against cells infected with a Y^^^SSS" P athogen ' Ms ° dlSCl ° Sed m 
methodologies for preparing and administering vaccines containing such stress protem-peptide complexes. 



INTERNATIONAL SEARCH REPORT 



llntei 
I PC" 



onal Application No 

PCT/US 95/03311 



| A. CLASSIFICATION OF 'SUBJECT MATTER 

IPC 6 A61K39/002 A61K39/02 
C07K17/00 



A61K39/118 A61K39/12 A61K39/295 



Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEA RCHED TTT" 

Minimum documentation searched (cl assification system followed by classification symbols) 



IPC 6 A61K C07K 



Documentation searched other than minimum documentation to the extent that such documents are inciuocd in the fields searched 



Electronic data base 



consulted during the international search (n ame of data base and, where practical, search terms used) 



j C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document. 



with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



EUR.- J. IMMUNOL. , 
vol. 22, 1992 

pages 1365-1372, . 
C. BARRIOS ET AL. Mycobacterial 
heat-shock proteins as carrier molecules. 
II: The use of the 70-kDa mycobacterial 
heat-shock protein as carrier for 
conjugated vaccines can circumvent the 
need for adjuvants and Bacillus Calmette 
Guerin priming. 1 

see page 1365, paragraph 1 - page 13oo 
see page 1366, paragraph 2.2 
see page 1370, paragraph 4 
Discussion, first and second paragraphs 

-/" 



1-3,11, 
12,17 



4-36 



m 



r documents are listed in the continuation of box C. 



HI 



patent family members are listed in annex. 



• special categories of cited documents : 

•A" document defining the general state of the art which is not 

considered to be of particular relevance 
•E' earlier document but published on or after the international 

filing date 

*L # document which may throw doubts on priority claim(s)or 
I which is cited to establish the publication date of another 
citation or other special reason (as specified) 
•O' document referring to an oral disclosure, use, exhibition or 
other means 

'P* document published prior to the international filing date but 
later than the priority date claimed 



•T- i-ic,. document published after the international filing date 
17 or^priori^Se^d not in conflict wiA the wUcabor .but 

cited to understand the principle or theory underlying the 

invention 

•X' document of particular relevance; the claimed invention 

c2mot be conadered novel or cannot be considered to 

involve an inventive step when the document is taken alone 

•Y" document or particular relevance; the claimed invention 
cannot be considered to involve an inventive when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art. 

document member of the same patent family - 



Date of the actual completion of the international search 

14 July 1995 



Date of mailing of the international search report 



2 9. 08. 95 



Name and mailing address of the. ISA. _ _. _ . . 

European Patent Office, P.B. 581 8 Patentlaan 2 
NL - 2280 HV Rijswijk 
Tel. (+31-70) 340-2040, Tx. 3 1 65 1 epo nl. 
Fax ( + 31-70) 340-3016 



Authorized officer 



Halle, F 



Form PCT/ISA/210 (iccond sheet) (July 1992) 



page 1 of 2 



INTERNATIONAL SEARCH REPORT TZZ «ai Anita**- No 

| PCT/US 95/03311 

C/C m ti n u,uon> DOCUMENTS CONSIDERED TO BE KbU»Am ~ 



V^ViUUUUWWUfu; ^ -w — ■ _ . ^ ^ »^ 

Category- I Citation of document, wiih mcicanon, where appropriatt, of the raevant passages 



X,P 



X.P 



CHEMICAL ABSTRACTS , vol. 121, no. 23, 

5 December 1994 
Columbus, Ohio, US; 

lR?VA a STivA°P.K 7i ;SD a UD0N0 H. 'Heat-shock 
protein-peptide complexes in cancer 
immunotherapy. 1 
page 12; 
see abstract 

6 CURR. OP IN. IMMUNOL . , 
vol. 6, no. 5, 1994 
pages 728-732, 

W0-A-94 29459 (WHITEHEAD BIOMEDICAL INST) 

22 December 1994 

see the whole document 

WO-A-94 03208 (YEDA RES & DEV ; COHEN IRUN 
R (IL); FRIDKIN MATITYAHU (IL); KONEN W) 
17 February 1994 0 „ 

see page 7, line 17 - page 8, line 32 
see claims 1-5,20-25 

W0-A-93 18146 (INST NAT SANTE RECH MED) 16 

September 1993 

see the whole document 

EXPERIENTIA, 
vol. 50, 1994 

pages 1054-1060, . ■ 

p K SRIVASTAVA 'Heat shock proteins in 
immune response to cancer: The Fourth 
Paradigm. 1 



1-3 



4-36 



1-3 



4-36 



1-3 



Form PCT/ISA/210 (continuation of «cond theet) (July 1992) 



page 2 of 2 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/US 95/ 03311 



| Box I Observations where certain clai ms were 1 

w - - rHed out ind b " ed 



on 



the allied effects of the composition. 



2. □ Claims Nos.: . |nttmlional application that do not comply with the prescribed requirements 

I 1 1 because they relate to parts ?f^^ n ^Snb e carried out, specifically: 

an extent that no meaningful international searcn 



to such 



Sy are dependent claims and are not drafted in accordance 



with the second and third sentences of Rule 6.4(a). 



Box 5 Observations where unity of invention i 
This international Searching Authority found multipie inventions in 



this international application, as follows: 



1. | 1 As all required additional search 
I * 1 1 searchable claims. 



fees were timely paid by the applicant, this international search report covers all 



U ri as aU searchable claims could be searches without 
I 1 1 of any additional fee. 



effort jurying an additional fee. this Authority did not invite payment 



fees were timely paid by the applicant, this international search report 



, timely paid by the^app^ C—*. «* international search report is 



I Remark on Protest 



j— | The additional search fees were accompanied by the applicant's protest. 
Q No protest accompanied the payment of additional search fees. 



Form PCTflSA/210 (continuation of first sheet (1)) (July 1992) 




INTERNATIONAL SEARCH REPORT 

information on patent family members 


Inter nal Application No 

PCT/US 95/03311 


Patent document 
cited in search report 


Publication 
date 


Patent family 
member(s) 


Publication 
date 


W0-A-9429459 


22-^12-94 


NONE 






W0-A-94032Q8 


17-02-94 : 


AU-B- 4790093 
CA-A- 2141454 
EP-A- 0658120 
FI-A- 950405 
N0-A- 950328 


03-03-94 
17-02-94 
21-06-95 
30-03-95 
23-03-95 



W0-A-93 18146 16-09-93 FR-A- 2688227 10-09-93 



Form PCT/ISA/210 (pilent family tanex) (July 1992) 



